The study of processes driving diversification requires a fully sampled and well resolved 30 phylogeny. Multilocus approaches to the study of recent diversification provide a powerful 31 means to study the evolutionary process, but their application remains restricted because 32 multiple unlinked loci with suitable variation for phylogenetic or coalescent analysis are not 33 available for most non-model taxa. Here we identify novel, putative single-copy nuclear DNA 34 (nDNA) phylogenetic markers to study the colonization and diversification of an aquatic 35 insect species complex, Cloeon dipterum L. 1761 (Ephemeroptera: Baetidae), in Macaronesia. 36 Whole-genome sequencing data from one member of the species complex were used to 37 identify 59 nDNA loci (32,213 base pairs), followed by Sanger sequencing of 29 individuals 38 sampled from 13 islands of three Macaronesian archipelagos. Multispecies coalescent 39 analyses established six putative species. Three island species formed a monophyletic clade, 40 with one species occurring on the Azores, Europe and North America. Ancestral state 41 reconstruction indicated at least two colonization events from the mainland (Canaries, 42
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 Darriba et al., 2012) (Supplementary Table 3 
Relationship between node support and number of loci 290
To investigate how the number of analyzed loci affected node support values, we 291 performed phylogenetic reconstructions based on multiple subsets of randomly selected loci
292
( Supplementary Table 4 ). This included twelve subsets for the phylogenetic analysis and four 293 subsets for the multispecies coalescent analysis. For the Bayesian phylogenetic analysis of 294 subsets of loci we used MRBAYES (see 2.5 Phylogenetic and species tree reconstructions), 295 applying both partition schemes. As an alternative to Bayesian PP, we calculated Shimodaira-each node using maximum likelihood phylogenies. For this, we first estimated the best tree 298 with RAXML v.8.2.9 applying the "partition_whole" partitioning scheme (Supplementary 299   Table 4 ) and rapid bootstrap analysis with 1,000 replicates. Linear regressions were used to 300 model the number of supported nodes for PP ≥ 0.95 and PP = 1, and the SH-aLRT supports ≥ 301 0.95 and SH-aLRT supports = 1 as a function of the number of loci used in the analysis. The
302
Pearson correlation between the number of loci and number of supported nodes was 303 calculated using the stats package for R.
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The multispecies coalescent tree reconstructions were performed and summarized as 305 described in section 2.5. We calculated the correlation between the mean number of 306 Table   865 1). The species trees of C. dipterum s.l. inferred using a multispecies coalescent approach 866 based on the exonhap_all_data matrix (b). Posterior probabilities of the five nodes varied with 867 the number of loci analysed and these are indicated in Table 2 . 
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